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Electrocardiographic parameters in wild-type and Mecp2-null mice
Electrocardiography was performed on Mecp2-null (Mecp2 -/y ), wild-type (Mecp2 flox/y ), and normal C57BL/6 male (BL6) mice at the age of 6 or 8 weeks. RR, time interval between two consecutive R waves; PQ, interval between the start of P and Q waves; QRS, interval from beginning of Q wave to the end of S wave; QT, interval from beginning of Q wave to end of T wave; QTc, QT interval corrected for heart rate, QTc = QT / (RR/100) 0.5 . The T wave in mice ends when it returns to the isoelectric baseline. Significant differences in these parameters are indicated as follows: *p < 0.05 and **p < 0.01 for BL6 vs. (a) Transmission electron microscopy analysis of le1 ventricular 4ssues in wild--type (le1 panells) and Mecp2--null mice (right panels) hearts. Electron micrographs show more remarkably hypertrophied nucleus and more abundant autophagic vacuoles (black arrows) in contrast to less abundant lysosomes (Lys, white arrows) sugges4ng autophagy ac4va4on in cardiomyocytes from Mecp2--null mice. The area in the rectangle is shown at higher magnifica4on in the lower panels. N, nucleus; mt, mitochondria. Scale bars indicate 1.0 μm. (b) Western blot performed on ventricular 4ssue samples from 8--week--old wild--type and Mecp2--null mice. Blots were probed with an4bodies against LC3 and GAPDH. Blots were scanned with the Odyssey CLx infrared imaging system (LI--COR), and the band intensi4es were quan4tated using the Image Studio so1ware (LI--COR). (c) Graphs show the rela4ve intensity of indicated protein bands (le1 panel) and the LC3--II/LC3--I ra4o (right panel). The intensity of each protein band was normalized against that of the corresponding GAPDH band. All data were further normalized against the corresponding value from wild--type mice, which was defined as 1.0. *p < 0.05 versus wild--type ventricular 4ssue samples (n = 5, each group). ChIP analysis was performed to inves'gate MeCP2 enrichment at the Mesp1 TSS, TBX, and CpG regions. ChIP assays were performed on chroma'n harvested from EBs 24 h aTer transient transfec'on with the myc--tagged MeCP2--e1 construct or pEGFP--C1 plasmid. Primers were designed to amplify DNA --3895 to --3675 (TBX), --64 to +59 (TSS), and +411 to +501 (CpG) rela've to the TSS (+1). Enrichment for MeCP2 marks is shown for primer sets CpG (top), TSS (middle), and TBX (boQom). Data are expressed as rela've fold enrichment of an'--myc an'body (An'--myc) in EBs transfected with myc--tagged MeCP2--e1. Data are expressed as means ± SD. *p < 0.05, **p < 0.01 versus an'--myc an'body (An'--myc) in EBs transfected with myc--tagged MeCP2--e1, for the same primer set. Control Ab, nega've control an'body. As nega've controls, immunoprecipita'ons were performed on myc--tagged MeCP2--e1 or pEGFP--C1-transfected EBs using control mouse IgG, and on pEGFP--C1-transfected EBs using an'--myc an'body. (a) Schema'c representa'on of the myc--MeCP2--e1 construct used in this study. (b) Expression of MeCP2 protein in EBs. EBs were transfected with constructs expressing myc--MeCP2--e1 (upper and boBom panels) or enhanced green fluorescent protein (middle panels). Cells were stained for ectopically expressed MeCP2 protein with an'--myc an'body, and nuclear DNA was counterstained with Hoechst 33342. For these experiments, typical transfec'on efficiencies were 10-15% (12.87 ± 4.12%). Scale bar, 100 μm. (c) Immunoprecipita'on of epitope--tagged MeCP2 protein. Epitope--tagged MeCP2--e1 protein expressed in ESCs was immunoprecipitated. The immunoprecipitates were subjected to immunoblots using an'--myc an'body. 
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